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(54) WOUND COVERING MATERIAL CONTAINING SILK HBROIN AND SILK SERICIN AS THE 
MAIN COMPONENTS AND PROCESS FOR PRODUCING THE SAME 

(57) There is provided a novel wound dressing 
material which has biocompatibility and infection con- 
trollability as essential properties required to such a 
material, especially excellent flexibility and water 
absorption properties, thereby accelerating smooth 
regeneration of skin defect without stripping off the 
regenerating skin while putting off the material from the 
skin. A healing agent is added to the wound dressing 
material which comprises an amorphous film of crystal- 
Unity below 10 % and contains fibroin and sericin as a 
main component. 
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Description 
TECHNICAL FIELD 

5 [0001] This invention relates to a wound dressing material for dressing skin defect regions caused by a wound or burn 
and accelerating a cure of such regions and a method for preparing same. 

BACKGROUND TECHNOLOGY 

10 [0002] In general, wound dressing materials used for healing skin defect regions are required to have the following 
properties and functions: 

1) improved skin compatibility without irritating a skin. 

2) flexibility sufficient to expand as a skin moves, and 
15 3) infection controllability. 

[0003] In order to provide these properties and functions, there have been developed wound dressing materials com- 
prising bio-originated substances such as a pig skin, chitin and collagen or other porous substances. 
[0004] When skin defect is caused by a wound, burn. etc.. the defect regions are treated by covering with a conven- 
20 tional wound dressing material as a first aid and then grafting a skin from buttocks or other parts to the defect region 
after a condition thereof is recovered to a level to be further treated. 

[0005] When a conventional wound dressing material is used, however, the dressing material should be stripped off 
every when the defect region is treated. 

[0006] On all such occasions, a new skin which is regenerating under the dressing material Is unfavorably destroyed. 
25 [0007] Further, flexibility of conventional dressing materials comes into question because these materials are not 
enough flexibly deformed following to movement of a skin, which sometimes causes pain. 

[0008] In the case of porous dressing materials, infection controllability thereof is also called in question in addition to 
the flexibility. 

[0009J As a medical material originated from a protein fiber, sitk has been used for a long time as an excellent bio- 
30 compatible suture. 

[0010] A permeable membrane which comprises crystalline substance containing- and water insoluble-fibroin is 
known as a membrane comprising a protein fiber-originated component (see, Japanese Patent Laid-Open Publication 
Nos. 63-246.169 and 1-118.545). 

[0011] A water insoluble fibroin membrane described in Japanese Patent Laid-Open Publication No. 1-11 8,545 has 
35 various uses such as artificial skins, wigs, sweat clothes and the like because of excellent vapor permeability, improved 
transparency and mechanical strength, and desirable affinity to the human body 

[0012] On the other hand, Japanese Patent Laid-Open Publication No. 2-233,128 describes that a crystalline sub- 
stance containing- and water insoluble-membrane prepared from fibroin and sericin exhibits excellent oxygen permea- 
bility, improved transparency and mechanical strength, desirable biocompatiblity and high stability to the human body 
40 and is accordingly useful as contact lenses, artificial skins, blood bags and the like. 

[0013] Furthermore. Japanese Patent Laid-Open Publication No. 56-40,156 describes that a porous membrane is 
prepared by blending a water soluble compound such as ethylene glycol, polyalkylene glycol and glycerine to sericin, 
which exhibits appropriate water absorption properties and vapor permeability required to a skin protecting material, 
and improved flexibility. 

45 [0014] In these crystalline substance containing membranes which comprise water insoluble fibroin, crystallinity 
thereof is necessarily at least more than 10 %, and preferably more than 15 % so as to keep the mechanical strength, 
while the water content is about 10 to 60 % by weight. The crystallinity should be more than 20 % particularly in the 
case of the above mentioned porous membrane in which the above mentioned water soluble compound is blended to 
fibroin. 

50 [001 5] Fibroin containing permeable membranes of conventional type, in which the crystallinity is more than 1 0 % to 
adequately keep the mechanical strength, may be used as artificial skins. 

[001 6] However, these conventional membranes exhibit insufficient flexibility and water absorption properties to use 
as a wound dressing material for healing a skin defect region, while in the case of porous membranes, the infection con- 
trollability is also in question, and accordingly, it is not intended in essence to use such permeable membranes them- 
55 selves as a wound dressing material. 
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DISCLOSURE OF THE INVENTION 

[0017] It is an object of the present invention to provide a novel wound dressing material which has biocompatibility 
and infection controllability as essential properties required to such a nnaterial. as well as excellent flexibility and water 
5 absorption properties, thereby accelerating smooth regeneration of skin defect without stripping off the regenerating 
skin while putting off the material from the skin, and a method for preparing same. 

[001 8] The inventor has found that an amorphous film comprising f broin as a main corriponent is used as an excellent 
wound dressing material. 

[0019] As a result of our eager investigation continued after our previous patent application (Japanese Patent Appli- 
10 cation No. 8-28,559). It has been also found that a highly flexible and water-absorbing amorphous film of crystallinity 
below 10% exhibits particularly excellent properties as a wound dressing material when f broin is combined with seridn 
which has a binder-like function to fibroin. 

[0020] The present invention has thus completed on the basis of the above mentioned Information. 
[0021] According to the present Invention, there are provided a wound dressing material which comprises (a) an 
15 amorphous film of crystallinity below 10% containing fibroin and sericin as a main component, and a powder type 
wound dressing material which comprises (b) fibroin and sericin as a main component and a method for preparing 
these wound dressing materials. 

[0022] In order to further improve a healing effect to a wounded region, various healing agents or remedies may be 
added to these wound dressing materials as set forth in the following. 
20 [0023] There may be added disinfectants (additives used for microorganism elimination or ablution) such as iodine, 
potassium iodide, povidon iodine, acrinof. hydrogen peroxide, iscpropyl methylphenol, benzalkonlum chloride, cetyl 
chloride pyridinium. chlorohexidi.ne and the like. 

[0024] There may also be added at least one or more than two kinds of cure accelerating agents (additives for accel- 
erating a wound treatment) selected from a group consisting of, for example, allantoin. dibucaine hydrochloride, chlo- 

25 rophenylamlne malate and the like. 

[0025] Further, a vasoconstrictor such as naphazoline hydrochloride may be added. 
[0026] An astringent such as zinc oxide may also be added. 
[0027] Furthermore, a crust regenerating agent such as boric acid may be added. 
[0028] All of these additives may be added as a selectively combined use of two or more. 

30 [0029] An amount of the above mentioned dlisinfectants to be added to the wound dressing material is preferably less 
than 30 % by weight, much preferably 0.5 to 20 % by weight and the most preferably 1 to 1 5 % by weight so as not to 
lose essential properties of the material. If the amount increases over 30 % by weight, the wound dressing material 
becomes hard and fragile. 

[0030] The wound dressing material of an amorphous f am (a) comprises a dense and non-porous film of crystallinity 
35 below 10 % which contains 0 to 99 % by weight of ftoroin and 1 to 100 % by weight of sericin and has density of 1 . 1 to 
1 .4 g/cm^ determined by the density-gradient tube method using toluene and tetrachlorocarbon. thickness of 10 to 130 
^m, water absorption of 100 % or more after orie hour-immersion in water at room temperature and a water soluble por- 
tion in an amount of 10 % or more. The powder type wound dressing material (b) Is obtairied by milling and pulverizing 
the amorphous film (a). 

40 [0031 ] The density is preferably 1 .36 to 1 .38 g/cm^. The film tends to be porous because of foams when the density 
is less than 1.1 g/cm^. while the crystallinity increases excessively when the density is more than 1 .4 g/cmnP . 
. [0032] Similarly, a film of 10 fim or less in thickness is easily torn, while the crystallinity Increases undesirably when 
the thickness is more than 130 ^m. 

[0033] The wound dressing material of the present invention is basically prepared from a raw material, which contains 
45 protein fiber-originated fibroin and sericin obtained from silkworms, by dissolving the raw material in an aqueous solvent 
in the presence of a neutral salt for dissolving the protein fiber, casting an aqueous solution of fibroin and sericin on a 
solid surface after demineralization thereof, followed by drying. 

[0034] The raw material used to prepare the wound dressing material of the present invention includes all protein fiber 
materials obtained from silkworms such as house silkworms and wild silkworms, i.e.. i) those materials selected from a 

50 group consisting of cocoon filaments, raw silk, silk fabrics, silk yarn (fibroin fiber) or unsecured materials thereof, ii) 
fibroin or sericin independently separated and prepared from cocoon filaments, raw silk, silk feUxics. and unsecured 
materials thereof, iii) a mixture of materials selected from a group consisting of cocoon filaments, raw silk, silk fabrics, 
silk yarn or unsecured materials thereof with independentiy separated and prepared fibroin or sericin, and iv) used 
products of sericin and ftoroin containing fibers, powders, films and the like. 

55 [0035] The wound dressing material of the present invention is characteristically prepared by dissolving the above 
mentioned materials in an aqueous solution of a neutral salt, removing insolubles from the solution by filtration or cen- 
trifugation to form a fibroin and sericin containing aqueous solution, then demineralizing the neutral salt in the aqueous 
solution through dialysis to form a fibroin-seridn aqueous solution, casting the tiius formed solution on a smooth solid 
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surface, followed by drying. 

[0036] Further, the wound dressing material of the present invention may be prepared through processes in which an 
aqueous solution of fibroin and an aqueous solution of sericin are mixed, demineratlzed and dried. 
[0037] The wound dressing material of the present invention may also'be prepared by adding fibers, powders or films 
5 which contain sericin and fibroin to a solution formed by mixing an aqueous solution of fibroin and an aqueous solution 
of sericin. dissolving these fibers, powders or films by adding a neutral salt, demineralizing the neutral salt in the aque- 
ous solution through dialysis, removing insolubles from the aqueous solution by filtration or centrifugation, then casting 
the aqueous solution on a smooth solid surface, followed by drying. 

[0038] The above mentioned neutral salt as a dissolving agent of the raw materials such as cocoon filaments, raw 
10 silk, silk fabrics, silk yarn and the like includes, for example, calcium chloride, cupri-ethylenediamine, sodium thiocy- 
anate. lithium thiocyanate, lithium bromide, magnesium nitrate and the like. 

[0039] Alcohol such as methyl alcohol, ethyl alcohol and propyl alcohol may be added to the neutral salt with stirring 
at a temperature of 94 **C or less to accelerate dissolution thereof during a process for dissolving the raw material such 
as cocoon filaments, raw silk, silk fabrics or silk yarn in the neutral salt. 

75 [0040] The present wound dressing material which comprises an amorphous film containing fibroin and sericin as a 
main component includes a wound dressing material and a powder type material in which the crystallinity is controlled 
in the drying process of a film forming stage to finally reduce a level below 1 0 %, while on the contrary, in a conventional 
crystalline permeable membrane which comprises fibroin and sericin, the raw materials are treated in an aqueous 
medium of methanol 50 : water 50 after the membrane formation, thereby crystalization thereof being positively per- 

20 formed to yield a water insoluble membrane. 

[0041] Accordingly, the wound dressing material of the present invention exhibits ^cellent biocompatibility, flexibility 
and infection controllability as essential properties required to such a material and, in addition, becomes more flexible 
through adequate absorption of body fluid oozed out of a wounded region when the material is applied to the wound. . 
[0042] As a result, the pain decreases because of lower resistance of the dressing material to movement of a skin 

25 including the wounded region, and regenerating skin tissue can never be stripped off when the material is removed from 
the wounded surface for a further treatment in the healing process, because the wounded region is kept in a dry condi- 
tion. 

[0043] It is not necessary to change the wound dressing' material until the wound is completly cured when the material 
contains a remedy. 

30 [0044] In this case, the wounded surface is tightly protected by the dressing material without iany possible extrinsic 
infection until the wound is cured, and accordingly, the present material exhibits more excellent properties as a wound 
dressing material. 

BEST MODE FOR CARRYING OUT THE INVENTION 

35 

[0045] Using the above mentioned starting materials, the wound dressing material of the present invention can be 
prepared by, for example, the following methods I to ill. 

I. Method for preparing a wound dressing material starting from a raw material containing both fibroin and sericin. 

40 . 

[0046] In this method, a wound dressing material which comprises an amorphous film containing fibroin and sericin 
is prepared by dissolving a raw material in an aqueous solution of a neutral salt, demineralizing the neutral salt in the 
aqueous solution through dialysis to form a f Ibroln-sericin containing aqueous solution, removing insolubles from the 
aqueous solution by filtration or centrifugation, and then casting the aqueous solution on a smooth solid surface, fol- 
45 lowed by drying, the raw material being selected from a group consisting of cocoon filaments, raw silk, silk fabrics, silk 
yarn or unscoured materials thereof which comprise fibroin and sericin originated from protein fibers as a silkworm 
product and are obtained from house cocoons or wild cocoons, or being prepared by mixing the above mentioned raw 
material and fibroin or serisin originated from protein fibers as a silkworm product. 

[0047] The above mentioned fibroin or sericin originated from protein fibers as a product of silkworms is defined as 
50 in the following. 

[0048] Fibroin is a material obtained by boiling cocoon filaments, raw silk, silk fabrics, silk yarn. etc. in an aqueous 
alkali such as sodium hydrogencarbonate or sodium hydroxide and washing with water, while sericin is a material 
obtained by boiling unscoured or completely scoured materials of cocoon filaments, raw silk, silk fabrics, silk yarn. etc. 
in water or an aqueous alkali and drying and solidifying the boiling solution. 
55 [0049] As the raw material of this method, there may be used a solid state mixture of fibroin and sericin with cocoon 
filaments, raw filaments, silk fabrics, silk yarn or unscoured materials thereof. 
[0050] This process consists of the following processes (a) to (e). 
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(a) Dissolving process in which the above mentioned raw material is dissolved in an aqueous solution of a neutral 
salt as a dissolving agent such as potassium chloride, cupri-ethylenediamine. sodium thiocyanate. lithium thiocy- 
anate, lithium bromide and magnesium nitrate. 

When alcohol such as methyl alcohol, ethyl alcohol and propyl alcohol is used as the above mentioned aque- 
5 ous solution, it is possible to increase solubility of cocoon filaments, raw silk, silk fabrics, etc. and to decrease dis- 

solving temperature thereof. The dissolving process is conducted at the dissolving tenperature of 94 or less, 
and desirably about 85 ^C- 

(b) Removing process in which insolubles such as undissolved cocoon filaments, raw silk, silk fabrics, silk yarn or 
molted residues are removed from the dissolution liquid obtained in the process (a), if necessary, by filtration or 

10 centrifugation to yield mixed f ibroin-serictn dissolution liquid. 

(c) Dialysis process in which the neutral salt and lower molecular materials having molecular weight of about 5.000 
or less, such as alcohol, in the dissolution liquid obtained in the process b) are removed by means of a dialysis 
membrane or dialysis equipment to yield a mixed f ibroin>sericin aqueous solution. 

(d) Purification process in which precipitated materials in the mixed f broin-sericin aqueous solution is removed by 
15 filtration, centrifugation or any other means to purify thereof. 

(e) Casting process in which the mixed aqueous solution of purified fibroin-sericin is cast on a horizontal surface or 
put on a roll surface to form a thin layer, which is then dehydrated and dried by various conventional means to form 
afilih. . 

20 [0051 ] As a dehydration and drying means, there may be used heat drying at a temperature of 1 00 **C or less, drying 
at room temperature by controlling humidity, supercooling drying at a temperature of -4 to -5 ^'C, vacuum drying and the 
like. 

[0052] It is necessary in the drying process to control the drying conditipn so that crystal.linity of the finally obtained 
film is not more than 1 0%. 

25 [0053] In particular, it is important that the drying process should be completed in a short period of time when the 
water content in the thin layer reaches ICQ % or less after the water content is gradually reduced by hydration. 
[0054] A crystalline diffraction is slightly observed in the vicinity of about 4A in addition to an amorphous halo diffrac- 
tion, when the period of drying is extended. If the period.Js further extended, crystallization is stimulated to increase the 
crystallinity up to 10 % or more in the end. 

30 [0055] According to these processes, an amorphous film of crystallinity below 1 0% and containing mixed fibroin and 
sericin is prepared, which is used as a wound dressing material. 

II. Method for preparing a wound dressing material in which fbroin and sericin are prepared independently, followed by 
forming a film from a mixed solution therefrom. 

35 

[0056] In this method, independently prepared fibroin and sericin are dissolved in an aqueous medium separately and 
then mixed together to form a mixed solution, which is used for film formation. Such a mixing process may be conducted 
any point of time when the mixture is in a state of solution. 

[0057] For example, the mixing process may be conducted .at a point of time when fibroin and sericin are added with 
40 a neutral salt as a dissolving agent. 

[0058] The process may also be conducted at a point of time when fibroin and sericin are respectively in a state of 
. aqueous solution from which the neutral salt has been removed. 

[OOSid] Further, the process may be conducted at a point of time when one of fibroin or sericin is added with the dis- 
solving agent and the other fibroin or sericin is in a state of aqueous solution from which the dissolving agent has been 
45 removed through dialysis. 

[0060] This method comprises four processes (A) to (D) as in the following. 

(A) Process for preparing a fibroin aqueous solution. 

so (f) Protein fibers such as cocoon filaments, raw silk, silk fabrics, etc. as a product of house silkworms or wild 

silkworms are scoured to remove seridn so as to yield a fibroin inner layer. 

In general, silk yarn comprises fibroin in an amount of 97 % or more, wax as the other major component, 
and a slight amount of tannin, sericin. dust and the like. 
Fibroin may either be in a state of powder or film. 
55 (g) The thus scoured fibroin is dissolved in an aqueous solution of a neutral salt. 

(h) The aqueous solution of fibroin is subjected to dialysis to remove the neutral salt, followed by further 
removal of precipitates so as to yield an intended aqueous fibroin solution. 
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(B) Process for preparing sericin aqueous solution. 

(i) In order to recover sericin in a liquid state from an outer layer of protein fibers where sericin adheres in a 
solid state, an aqueous solution of sericin and an acid or alkali-containing aqueous solution of sericin is yielded 
5 from protein fibers of cocoon fibers, raw silk, silk fabrics, etc. as a product of house silkworms or wild silk- 

worms, using water and an aqueous solution of a sericin-dissolving agent such as acid or alkali, respectively, 
(j) The aqueous solution of sericin is subjected to dialysis to remove lower molecular materials such as add or 
alkali, followed by further removal of precipitates so as to yield an intended aqueous sericin solution. 

10 

After water is removed from the aqueous sericin solution, the product conprlses sericin in an amount of 90 % 
or more, wax as the other major component, and a slight amount of tannin, dust and the like. 

(C) Process for preparing a mixed fibroin-sericrn solution. 

IS (k) Fibroin prepared by the process (A) and sericin prepared by the process (B) may be mixed at any point of 

time. 



If the mixed solution contains the dissolving agent for fibroin or sericin, sach an agent is removed through dial- 
20 ysis to yield the mixed fibroin-sericin aqueous solution. 
(D) Process for preparing a mixed fibroin-sericin film. 

(I) A film type wound dressing material is prepared by casting the mixed fibroin-sericin aqueous solution to form 
a thin layer, removing water and drying. 

25 

[0061] In the above mentioned processes, removal of undissolved materials such as wax, tannin, dust. etc. may be 
carried out at any point of time during the preparing processes of the wound dressing material, if necessary, until the 
mixed fibroin-sericin aqueous solution is cast as a thin layer, although the undissolved materials are necessarily 
removed when fibroin and sericin are in a state of a mixed aqueous solution. 
30 [0062] As a method for adjusting the f ibroin-serisin content, it is also possible to add fibroin or serisin in a form of fiber, 
powder or film in the process for preparing the aqueous fibroin or sericin solution so as to yield the amorphous film of 
mixed fibroin and sericin. 

[0063] Such a form of fibroin or sericin to be added to each solution thereof, respectively may be prepared in a variety 
of manners in which the aqueous fibroin or sericin solution as a product of the above mentioned process (A) or (B) is 
35 subjected to freeze-drying. drying on a horizontal plate, spray-drying and the like, followed by mechanical grinding. 
[0064] Further, according to the present invention, it is possible to prepare a wound dressing material which is appli- 
cable to various skin regions by changing a ratio of fibroin to sericin during the preparing process so that properties, 
especially water absorption properties can be altered. 

[0065] In the preparing process of the present wound dressing material, It Is preferable to add a variety of remjedies 
40 such as the above mentioned disinfectants, treatment accelerating agents, vasoconstrictors, astringents, crust regen- 
erating agents and the like so as to increase the treating effect of the material. 

[0066] For this reason, the wound dressing material can be positively applied to treatments of various kinds of skin 
defect. 

[0067] When the remedies are added to the wound dressing material, they may be mixed in the material during the 
45 processes (I and II) for preparing the fibroin-sericin rhixed film. 

[0068] More concretely, the remedies may be added to the wound dressing material during any process of the above 

mentioned (a) to (1). but preferably at a point of time when fibroin and sericin are in a state of mixed aqueous solution. 

[0069] Even when the remedies are added to the wound dressing material, it is important to keep the crystallinity of 

fibroin-sericin portion below 10 %. 
so [0070] In order to alter properties of the wound dressing material such as water absorption properties, stretchability 

and strength, there may be added thereto an adequate amount of synthetic high polymer such as polyamino acid, or a 

wide range of materials from natural origins such as wool, chitin. chitosan. cellulose and the like in the form of fiber. 

powder or liquid. 

[0071] These materials are compatit^le to the wound dressing material because of their natural originality. 

55 

111. Method for preparing a powder type dressing material for skin defect. 

[0072] The film prepared as mentioned above may be mechanically ground to form a powder type dressing material 
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for skin defect. 

[0073] Grain size of the powder is about 2 to 200 jim. and preferably 5 to 20 \im. The powder tends to be dispersed 
in the grain size less than 2 ^irri. while it is difficult to control the crystaltintty below 10 % in the grain size over 200 urn, 
because thickness of the fOm shoukJ be thicken. 

[0074] For a desirable grinding process thereof, water content of the film is about 20 % or less, and preferably 8 % or 

less. 

[0075] Apparent specific gravity of the powder changes depending on preparing process employed. For example, 
apparent specif ic gravity of a powder prepared by grinding the film is higher than that of a powder prepared by freeze- 
drying process because of porosity thereof. 

[0076] As has been described above, the wound dressing material of the present invention exhibits considerably 
excellent biocompatibllity. flexibility and infection controllability which are required as ^sential properties of such a 
material. 

[0077] Further, the wound dressing material becomes more flexible due to an adequate absorption of txxly liquid 
oozed from a wounded region while applying the material thereto, so that resistance of the material to movement of skin 
including the wounded region is reduced, thereby the pain being decreased. 

[0078] As the wounded region is kept in a dry condition by means of the wound dressing material, regenerating skin 
tissue can never be stripped off when the material is removed from the wounded surface during a further treatment in 
the healing process. 

[0079] Particularly, when the wound dressing material contains remedies, it is not necessary to change the material 
until the wound is completely cured, so that the wounded region is tightly protected by the material without possible 
extrinsic infection up to the end. 

[0080] Accordingly, the material of the present invention exhibits considerably excellent properties to be required as 
a wound dressing material. 

25 Example 1 

[0081]. This example describes an alteration in properties of a wounded dressing material depending on a fibroin- 
sericin ratio. . \ 

[0082] A series of wound dressing materials of different f ibroin-sericin ratios were prepared from raw silk as a starting 
30 material by changing an amount of sericin to be removed from the raw silk. 

[0083] Raw silk comprises fibroin and sericin. while a sericin content is different depending on specific species of silk- 
worms. In general, however, the sericin content is about 23 % ±2 % of the raw silk used. 

[0084] After the raw silk is washed in hot water for several minutes, a removal ratio of serin from the raw silk is 
changed by controlling a boiling period of time thereof in 0.1 % aqueous sodium carbonate. 
35 [0085] A decrease in the sericin content in raw silk was 22.3 % when the raw silk was washed in hot water, followed 
by twice repeated boiling in 0.1 % aqueous sodium carbonate for 60 minutes. The thus obtained level of 22.3 % was 
regarded as a sericin content of the raw silk used herein, and the sericin content of each starting material was calcu- 
lated on the basis of this level. 

[0086] When calcium chloride is dissolved in an aqueous medium of ethyl alcohol and water to yield a dissolving solu- 
40 tion of calcium chloride : ethyl alcohol : water =1 : 2 : 8 (molar ratio), temperature of the solution increases up to about 
85 **C. The raw silk is then supplied in the solution with stirring to dissolve the silk. 

[0087] It takes less than several hours to dissolve 50 g. of starting material in 1000 g. of the dissolving solution. When 
a starting material of smaller fines is used or the material is cut down previously to certain length, the dissolving time 
can be reduced. It is also possible to further shorten the dissolving time by forcibly heating by means of a heater, etc. 
45 so that the solution is kept at temperature less than 94 **C. Temperature more than 95 is available if the dissolving 
time is in the range of several ten minutes. 

[0088] The dissolving solution is introduced in a dialysis membrane bag, which is then kept in pure water to remove 
lower molecular materials such as calcium chloride and ethyl alcohol from a f ibroin-sericin dissolving solution into water. 
[0089] Such dialysis is conducted while repladng the pure water at intervals of several hours. 
50 [0090] A mixed fibroin-sericin aqueous solution in which most of the lower molecular materials are completely 
removed is obtained by repeating the dialysis about 1 0 to 20 times or continuously supplying the pure water around the 
dialysis bag. 

[0091 ] While an in increase in f ibroin-sericin concentration in the aqueous solution to 1 to 2 % stimulates precipitation 
therein, precipitated or undssolved materials should be removed by filtration or centrifugation to yield an aqueous solu- 
55 tion in which fibroin and sericin are completely dissolved. 

[0092] An averaged molecular weight of the thus prepared fibroin and sericin is more than 50.000. respectively. 
[0093] At this point of time, a variety of additives are blended in the wound dressing material to improve properties 
thereof. 
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[0094] The aqueous solution was cast on a horizontal acrylic resin plate in a humidity-controlled room and dried while 
blowing under a relative humidity condition of 60 % RH +20 % RH at room temperature to yield amorphous films A-1 to 
A-4. 

[0095] It is possible to change the crystallinity by adequately selecting a drying speed. 
5 [0096] It is also possible to change the film thickness by adequately selecting the concentration of the mixed aqueous 
solution after dialysis. 

[0097] Other than the acrylic resin, there may be used plastics such as polyethylene, urethane resin, vinyl chloride 
resin, polyester, polypropylene, polyamide. etc., glass, metals and the like as the horizontal plate, although polyethylen 
is preferable because of improved release characteristics thereof. 
10 [0098] As a comparative example, there was prepared a conventional film (B) corresponding to an oxygen permeable 
membrane described in Japanese Patent Laid-Open Publication No. 2-233,128, in which the menrtorane was subjected 
to a further treatment in a 50 % methyl alcohol aqueous solution for 30 to 60 minutes after the membrane was formed, 
followed by drying. 

[0099] After these films were dipped In water at room temperature for an hour, water absorption 

15 {weight of absorbed water /weight of dried film x 100 (%)}, weight loss percentage of the film (dissolved weight in 
water) to the Initial weight (weight loss %), initial modulus (Young* modulus) of stretched film in water, and rupture 
strength and stretch thereof were determined. 

[0100] The crystallinity was determined from an area of X-ray (Cuka-ray) interference strength curve of each film at 
reflection angle of 20 = 5 to 40'' as in the following. 

20 

(1) The X-ray interference strength is defined as a sum of those strength of a crystalline portion and an amorphous 
portion. 

(2) An Interference strength curve of the crystalline portion in the film Is defined as a difference between both inter- 
ference strength curves of the film and the amorphous one. 

25 (3) Interference strength curves of each film to be determined are defined as those curves of an amorphous film 
when the film only exhibits amorphous hatos in the X-ray diffraction image and water solubility thereof Is 100%. 
(4) The crystallinity Is calculated from the following equation: 

(area of crystalline interference strength curve) / 
(sum of areas of crystalline and amorphous interference strength 
curves) x 100 (%) 

[01 01 ] Physical properties thus obtained are shown in the following Table 1 . 

35 



Table 1 





Sericin 
Content 

(%) 


Thick- 
ness (^m) 


Water 
Absorp- 
tion (%) 


Weight 
Loss (%) 


Young's 
Modulus 

(g/mm^) 


Rupture 
Strength 
(g/mm^) 


Rupture 
Stretch 
{%) 


Crystallin- 
ity (%) 


Density 
(g/cm^) 


A-1 


1.7 


40 


00 


100 








0 


1.361 


A-2 


12.2 


40 


906 


68 








1 


1.363 


A-3 


22.3 


50 


603 


58 


140 


55 


238 


4 


1.366 


A-4 


22.3 


80 


195 


17 


450 


197 


251 


9 


1.368 


B 


22.3 


50 


49 


2 


8.900 


1.050 


382 


27 


1.371 



so [01 02] Density of these films A-1 to A-4 and film B (40 |im or 50 ^m in thickness) was in the range of 1 . 1 to 1 .4 g/cm^. 
[0103] Table 1 shows clearly that films A-1 to A4 of the present invention exhibit considerably high water absorption 
and extremely low Young's modulus, which demonstrates very high flexibility of these films in a water absorbed state 
compared with Film B. 

[0104] Because of forcible crystallization by alcohol, film B exhibits water absorption of about 50 % or less and 
55 extremely low weight loss in water and is hardly dissolved In water. 

[0105] When film B was dried in tiie memlxane forming process for several hours or longer after the water absorption 
was reduced to 100 % or less, plural crystalline diffraction rings were confirmed from an X-ray diffraction observation 
as a clear evidence of crystallization. 
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[0106] Even when the film B was not forcibly crystallized by alcohol after drying, the film was undesirably hard and 
less flexible because of lower water absorption of about 80 % or less and lower weight loss in water of 7 % or less. 
Accordingly, film B was not useful as a wound dressing material. 

5 Exanpfe 2 

[01 07] In a method for preparing a wound dressing material of the present invention, a fflaroin-serlcin ratio is changed 
widely to yield a variety of filrhs as will be described in the following. 

[0108] Raw silk was boiled in a 0.1 % aqueous sodium cart)onate for an hour, washed with water and dried to yield 
10 fibroin. On the other hand, raw silk was boiled in a boiling water at 98 to 100 **C for 6 hours with stinring, extracted and 
dried to yield sericin. 

[0109] The thus yielded fibroin and sericin were nriixed in various ratios and dissolved in a calcium - ethyl alcohol - 
water solution to prepare films A-5 to A-1 1 in a similar manner as described in Example 1 . 

[01 1 0] Density of these films (50 fim in thickness) was in the range of .1 . 1 to 1 .4 g./cm^. Physical propertiers of these 
15 films are shown in the following Table 2. 



Table 2 



25 





Sericin 
Content 
(%) 


Thick- 
ness (^m) 


Water 
Absorp- 
tion (%) 


Weight 
Loss (%) 


Young* s 
Modulus 
(g/mm^) 


Rupture 
Strength 
(g/mm^) 


Rupture 
Stretch 
(%) 


Crystallin- 
ity{%) 


Density 
(g/cm^) 


A-5 


4.3 


50 


00 


100 








0 


1.362 


A-6 


25.0 


50 


550 


53 


160 


76 


221 


5 


1.369 


A-7 


41.7 


50 


378 


41 


85 


22 


183 


7 


1.371 


A-8 


■ 58-3 


50 


302 


35 


37 


15 


12 


7 


1.372 


A-9 


71.2 


50 


288 


31 


10 


7 


5 


8 


. 1.377 


A-10 


86.3 


50 


265 


28 








8 


1.378 


A-11 


100.0 


50 


244 


24 








9 


1.382 



[01 1 1 ] Tables 1 and 2 clearly show that the more the sericin content in the film is used, the longer the drying time is 
35 extended, thereby gradually increasing the crystalline portion and reducing the water al^sorption. 

[0112] Even when the sericin content is 100 %, however, the film exhibits water absorption of 244 % due to higher 
water absorption of the amorphous portion. Accordingly, it is confirmed that this film also functions as a wound dressing 
material. 

[0113] In order to examine functions of the film which would satisfy requirements as a wound dressing material, the 
40 film was applied to a corium-f layed mouse. As a result of progress observation, it was confirmed that the film effectively 
inhibits edematization and functions as a wound dressing material. 

[01 1 4] The reason why is that the film absorbs body fluid from a wounded region enough to form a more flexible mem- 
brane because of higher water absorption properties thereof. The thus formed flexible membrane adheres to the 
wounded region tightly, which prevents excessive flow out of body fluid or body protein, while, at the same time, smooth 
45 regeneration of skin is accelerated, because the film deforms flexS^ly as the skin moves without stimulating the 
wounded region and skin cell -proliferating substances in the body fluid or txxJy protein are kept on tiie wounded sur- 
face. 

Example 3 

so 

[0115] Using mice, further examinations were conducted. 

[0116] Effects of wound dressing materials to a mouse will be examined in detail in this example. 
[0117] Films A-1 . A-3. A-6. A-9 and A-1 1 described in Examples 1 and 2 were used as a wound dressing material. 
[01 1 8] Further, the film B prepared by a conventional process and films A-1 2 and A-13 prepared by a similar film form- 
55 ing process as described in Examples 1 and 2 were used in a comparative example. 

[0119] The crystallinity of films A- 12 and A-13 was increased by slowing down the drying speed. 
[0120] Physical properties of these films are shown in the following Table 3. 
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Tables 







Sericin 


Thick- 


Water 


Weight 


Young' 8 


Rupture 


Rupture 


Crystaflin- 


Density 


5 




Content 


ness (^im) 


Absorp- 


Loss (%) 


Modulus 


Strength 


Stretch 


ity (%) 


(g/cm^) 






(%) 




tion (%) 




(g/mm^) 


(g/mm^) 


(%) 




10 


A-12 


2.1 


50 


65 


5 


1.570 


3.71 


285 


12 


1.370 


A-13 


18.5 


50 


56 


7 


2.380 


4.35 


303 


13 


1.372 



[0121] A mouse was shaved and flayed to a corlum to form a wounded region of about 1 cm^, where was disinfected 
with a remedy (7 %-povidon-iodine solution) and treated by applying a dressing material. 

[0122] Tissue of the wounded region were visually observed in connection with days after the mouse was wounded. 
15 [0123] The result is shown in the following Table 4. 



Table 4 



Days after wounded 


Condition of Tissue 






Wound Dre 


ssrng Material 










A-1 


A-3 


A-6 


A-9 


A-11 


A-12 


A-13 


B 


7 days 


Amount of Fluid on a Inflamed 
Region 












+ 


+ 


++ 




Regeneration of Cuticle 


+ 


+ 


+ 












14 days 


Amount of Fluid on a Inflamed 
Region 












+ 


+ 


+ 




Regeneration of Cuticle 


++ 


++ 


++ 


+ 


+ 








21 days 


Amount of Fluid on a Inflamed 
Region 




















Regeneration of Cuticle 


+++ 


+++ 


+++ 


++ 


++ 


+ 


+ 


+ 


- : no. - : scarce. + : some, ++ : medium, +++ : remarkable 



[0124] In table 4, a symbol (no) appeared in an item "amount of fluid on an inflamed region" means a desirably 
cured condition, while a symbol "+++" (excellent) appeared In an item "regeneration cuticle" (remarkable) means a 
remarkably cured condition. 

40 [0125] It was confirmed that wound dressing materials A-i to A-11 prepared according to the present invention 
adhere tightly to the wounded region, adequately absorb the fluid oozed from the wounded region, release moisture 
and stimulate the skin tissues to regenerate. 

[01 26] On the contrary, comparative films B. A-1 2 and A-1 3 absorb the oozed fluid insufficiently so that the wound Is 
simply in a condition of autotherapy. 

45 

Example 4 

[0127] Using mice, effects of wound dressing materials containing a wound healing agent (disinfectant) were exam- 
ined in detail. 

so [0128] Films AP-1 , AP-2 and AP-3 were prepared in a similar manner as described in Examples 1 and 2 except that 
10 % by weight of 7 % povidone-iodine solution was added to each of film forming aqueous solution. Finally, each film 
contained 13 % by weight (dry weight) of povidone-iodine. 
[01 29] Physical properties are shown in the following Table 5. 
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Table 5 



Wound 
. Dress- 
ing 
Material 


Sericin 
Content 

(%) 


Thick- 
ness 
(urn) 


\NaXer 
Absorp- 
tioh (%) 


Weight 
Loss (%) 


Young" s 
Modulus 
(g/mm^) 


Rupture 
Strength 
(g/mm^) 


Rupture 
Stretch 
(%) 


Crystallin- 
ity(%) 


Density 
(g/cm^) 


AP-1 


1.7 


40 


CO 


100 








1 


1.362 


AP-2 


12.0 


40 


820 


61 








2 


1.364 


AP-3 


21.9 


50 


550 


55 


150 


60 


210 


5 


1.367 



[01 30] In an animal test, a mouse was shaved and flayed to a corium to form a wounded region of atx^ut 1 cm^. where 
15 was treated by applying dressing materiats'AP-1 , AP-2 and AP-3. 

[01 31 ] Tissues of the wounded region were visually ot>served in connection with days after the mouse was wounded. 
[0132] The result is shown in the following Table 6. 



Table 6 



Days after wounded 


Condition of Tissue 


Wound Dressing Material 






AP-1 


AP-2 


AP-3 


7 days 


Amount of Fluid on a Inflamed Region 








Regeneration of Cuticle 


+ 


+ 




14 days 


Amount of Fluid on a Inflamed Region 








Regeneration of Cuticle 




++ 


+ 


21 days 


Amount of Fluid on a Inflamed Region 








Regeneration of Cuticle 


+++ 


+++ 


++ 


~ : no. - : scarce, + : some, -h- : medium. +++ : remarkable 



35 

[0133] These wound dressing materials showed a healing effect similarly as in the case of Example 3 when the films 
were applied without treating the wounded region with a remedy after the skin was flayed in a similar manner as used 
in Example 3. because a povidon-iodine solution had been mixed therein. 

40 Examples 

[0134] Powder type wound dressing materials were pr^ared by pulverizing a series of films described in Examples 
1 to 4 to form a powder having grain size of about 10 ^m in a similar manner as described above. 
[0135] The result obtained in this example was practically same as that of film type wound dressing materials. 
45 [0136] In the case of the powder type wound dressing materials, however, it was possible to partiy control a dose 
thereof to the wound so that the material can be applied depending on , for example, the wound depth. Such an easi- 
ness is peculiar to the powder type, which is quite different from the film type. 

INDUSTRIAL APPLICABILITY 

so 

[0137] The present invention is used for curing the skin when burned, activating and protecting the skin and is 
expected to have a remarkable effect when applied to cosmetics, unden/vears and socks that contact the skin. 

Claims 

55 

1. A wound dressing material which comprises an amorphous film of aystallinity below 10 % containing ftoroin and 
sericin as a main con^nent. 
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A wound dressing material in which a healing agent is added to an amorphous film of crystalllnity below 10 % con- 
taining fibroin and sericin as a main component. 

A wound dressing material claimed in claim 2 in which a disinfectant such as iodine, potassium iodide, povidon 
iodine, acrinol. hydrogen peroxide, isopropyl methylphenol. benzalkonium chloride, cetyl chloride pyridinium, chlo- 
rohexidine and the like is used as a healing agent. 

A wound dressing material which comprises a dense and non-porous film of crystallinity below 10 %, the film con- 
taining 0 to 99 % by weight of fibroin and 1 to 1 00 % by weight of sericin and having density of 1 . 1 to 1 .4 g/cm^, 
thickness of 10 to 130 ^m. water absorption of 100 % or more after one hour-immersion in water at room temper- 
ature and a water soluble portion rn an amount of 1 0% or more. 



5. A method for preparing a wound dressing material comprising an amorphous film of crystallinity below 10 % and 
contains fibroin and sericin as a main component which comprises dissolving a raw material selected from a group 
75 consisting of cocoonf ilaments, raw silK silk fabrics silk yarn or unscoured materials thereof, or obtained by mixing 
independently separated and prepared fibroin and sericin to said raw material in an aqueous solution of a neutral 
salt, demineralizing the neutral salt in the aqueous solution through dialysis to form a fibroin-sericin containing 
aqueous solution, removing insolubles from the aqueous solution by filtration or centrifugation, and then casting the 
aqueous solution on a smooth solid surface, followed by drying. 

20 

6- A method for preparing a wound dressing material comprising an amorphous film of crystallinity below 10 % and 
containing fibroin and sericin as a main component which comprises mixing an aqueous fibroin solution and an 
aqueous sericin solution, demineralizing and drying. 

25 7. A method for preparing a wound dressing material comprising an amorphous film of crystallinity below 10 % and 
containing fibroin and sericin as a main component which comprises adding fibers, powders or films which contain 
sericin and fibroin to a solution formed by mixing an aqueous solution of fibroin and an aqueous solution of sericin, 
dissolving these fibers, powders or films by adding a neutral salt, demineralizing the neutral salt in the aqueous 
solution through dialysis to form an aqueous solution containing fibroin and sericin. removing insolubles from the 

30 aqueous solution, then casting the aqueous solution on a smooth solid surface, followed by drying. 

8. A method for preparing a wound dressing material comprising an amorphous film of crystallinity below 10 % and 
containing fibroin and sericin as a main component which comprises dissolving fibroin and sericin obtained by inde- 
pendently separated and formed from a raw material selected from a group consisting of cocoon filaments, raw silk, 

35 silk fabrics or unscoured materials thereof in the presence of a neutral salt, demineralizing, casting an aqueous 
solution containing fibroin and sericin on a smooth solid surface, followed by drying. 

9. A method for preparing a wound dressing material claimed in claims 5 to 8 in which a neutral salt such as calcium 
chloride, cupri-ethylenediamine, sodium thiocyanate. lithium thiocyanate, lithium bromide and magnesium nitrate is 

40 used as a dissolving agent of the raw materials such as cocoon filaments, raw silk, silk fabrics and silk yarn. 

10. A wound dressing material claimed in claims 5 to 8 in which alcohol such as methyl alcohol, ethyl alcohol and propyl 
alcohol is added to and dissolved in a neutral salt during a process for dissolving cocoon filaments, raw silk, silk 
fabrics and the like in a neutral salt solution. 

45 

1 1 . A powder type wound dressing material which comprises fibroin and sericin as a main component. 

12. A powder type wound dressing material which comprises 0 to 99 % by weight of fibroin and 1 to 100 % by weight 
of sericin. 

so 

13. A p>owder type wound dressing material claimed in claim 1 1 or 12 in whnch a healing agent is added to a powder 
type wound dressing material comprising fibroin and sericin as a main component. 

14. A powder type wound dressing material claimed in claim 13 in which a disinfectant such as iodine, potassium 
55 iodide, povidon iodine, acrinol, hydrogen peroxide, isopropyl methylphenol, benzalkonium chloride, cetyl chloride 

pyridinium, chtorohexidine and the tike is used as a healing agent. 

15. A method for preparing a powder type wound dressing material containing fibroin and sericin as a main component 
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which comprises dissolving a raw material selected from a group consisting of cocoonf ilaments. raw silk, silk fabrics 
silk yarn or unscoured materials thereof containing protein fiber-originated ftoroin and sericin as a silkworm prod- 
uct, or obtained by mixing independently separated and prepared fibroin and sericin to said raw material In an 
aqueous solution o1 a neutral salt, demineralizing the neutral salt in the aqueous solution through dialysis to form a 
fibroin-seridn containing aqueous solution, removing insolubles from the aqueous solution by filtration or centrifu- 
gation. and then casting the aqueous solution on a smooth solid surface, drying and pulverizing the thus obtained 
amorphous film of crystallinity below 10 % which contains f broin and sericin as a main component. 

1 6. A method for preparing a powder type wound dressing material containing f broin and sericin as a main component 
which comprises dissolving fibroin or sericin, which is separated and obtained from a raw material selected from a 
group consisting of cocoonf ilaments. raw silk, silk fabrics silk yarn or unscoured materials thereof containing pro- 
tein fber-originated fbroin and sericin as a silkworm product, in an aqueous medium in the presence of a neutral 
salt, demineralizing the neutral salt in the aqueous solution through dialysis to form a fibroin-seridn containing 
aqueous solution, removing insolubles from the aqueous solution by filtration or centrifugation, and then casting the 
aqueous solution on a smooth solid surface, drying and pulverizing the thus obtained amorphous film of crystallinity 
below 10 % which contains fibroin arxl seridn as a main component. 

1 7. A method for preparing a powder type yvound dressing rraterial containing f broin and seridn as a main component 
which comprises mixing fbroin and sericin in a state of solution, demineralizing, drying and pulverizing the thus 
obtained amorphous fflm of crystallinity below 10 % which contains fibroin and sericin as a main component. 

1 8. A method for preparing a powder type wound dressing material containing fbroin and sericin as a main component 
which comprises adding fibers, powder and film of sericin or fibrdn to fibroin or sericin in a state of solution, dem- 
ineralizing, drying and pulverizing the thus obtained amorphous film of crystallinity below 10 % which contains 
fibroin and seridn as a main component. 
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